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Antibodies against Beclin-1, Bcl-2, p-mTOR, TOR, p-4EBP1, 4EBP1, and LC3 were purchased 
Quantitative real-time reverse transcription polymerase chain reaction (qrt-PCR) analysis
Total RNA from cartilage tissues was prepared by grinding cartilage samples to a fine powder in liquid nitrogen and deproteinizing using TRIzol reagent. In case of chondrocytes total RNA was extracted from chondrocytes using TRIzol reagent. cDNA was synthesized from 2 µg of RNA using Moloney murine leukemia virus reverse transcriptase (Promega, Madison, WI, USA). qRT-PCR analysis was performed with a QuantiFast SYBR Green PCR Kit containing cDNA, primers, and SYBR Green PCR master mix (Qiagen, Hilden, Germany) and data was acquired under condition of two-step cycling, such as denaturation (95°C, 10 s) and combined annealing/extension (58°C, 30 s), for 40 cycles using a StepOnePlus real-time PCR system (Applied Biosystems, Waltham, MA, USA). GAPDH was used as an internal control. Primer sequences were as follows: HMGB1 forward 5'-GAT-CCC-AAT-GCA-CCC-AAG-AG-3', HMGB1 reverse 5'-GGG-CGA-TAC-TCA-GAG-CAG-AAG-A-3'; GAPDH forward 5′-ATG-GAA-ATC-CCA-TCA-CCA-TCT-T-3′, GAPDH reverse 5′-CGC-CCC-
